INTRODUCTION
A trypsin-like enzyme has been known to exist in mammalian spermatozoa for many years (Yamane, 1935a, b; Buruiana, 1956) and has recently been shown to be localized in the sperm acrosome (Stambaugh & Buckley, 1969; Zaneveld, Srivastava & Williams, 1969; . Although the enzyme is similar to trypsin and plasmin and is inhibited by trypsin inhibitors, it has some unique properties (Zaneveld, Polakoski & Williams in preparation) and we therefore propose the name 'acrosin' based on the nomenclature for proteolytic enzymes where the prefix refers to the source of the enzyme. Un¬ fortunately the name 'acrosomin' has already been used to indicate a mucopolysaccharide in the acrosome (Clermont & Leblond, 1955 ). Acrosin appears to be used by spermatozoa to penetrate the zona pellucida of the ovum. Acrosomal extracts of epididymal and capacitated spermatozoa have high acrosin activity whereas activity cannot be detected in acrosomal extracts of ejaculated sperma¬ tozoa until after chromatography of the extracts (Zaneveld et al., 1969) . Treatment of epididymal spermatozoa with seminal plasma decreases acrosin activity and epididymal spermatozoa appear to acquire a trypsin inhibitor by contact with seminal plasma, the inhibitor being removed during capacitation or in acrosomal extracts by purification of acrosin (Zaneveld, Srivastava & Williams, 1970 Haendle, Fritz, Trautschold & Werle (1965) (Bedford & Chang, 1962) . The supernatant solution was incubated at 37°C for 20 min with 1-4 g of lyophilized trypsin resin while shaking. The mixture was centrifuged at 6000 g for 15 min at 0°C and the supernatant solution removed. The precipitate was washed by centrifugation with 0-1 M-triethanolamine buffer, pH 8, containing 0-1 M-NaCl, until no protein could be detected in the supernate. The bound SPTI was removed from the trypsin-resin by suspension of the precipitate in 0-1 M-KC1-HC1 buffer at pH 2 and incubated for 15 min at 37°C. The suspension was again centri¬ fuged at 6000 g for 15 min at 0°C and the supernatant solution collected. This was repeated three times to release all the bound inhibitor. The trypsin resin was washed twice with glass-distilled water and lyophilized. The lyophilized copolymer is stable and can be used repeatedly.
The supernatant solutions were concentrated by flash-evaporation to 5 ml and desalted using a Sephadex G-25 column and elution with water at room temperature. The excluded fraction containing SPTI was lyophilized and used in the fertilization assays.
Seminal plasma trypsin inhibitor was further purified by addition of 20 mg lyophilized material to a Sephadex G-50 column and elution with 0-01 mphosphate buffer, pH 7-0, at a rate of 10 drops/min.
Trypsin inhibitor assays were performed by incubating 01 ml of the inhibitor solution with 0-1 ml pancreatic trypsin (Worthington, twice crystallized), for 15 min at 25°C and assaying 0-1 ml of the mixture for trypsin activity by the method of Schwert & Takenake (1955) One µ% pancreatic trypsin inhibitor inhibits 3-6 mU pancreatic trypsin. One µ% seminal plasma trypsin inhibitor inhibits 2-4 mU pancreatic trypsin. nent showed one band by disc electrophoresis atpH 8-3. At pH 4-3, two major adjacent bands and one faint band were obtained (Text- fig. 1 
